Obstructive sleep apnoea (OSA) is a prevalent sleep disorder considered as an independent risk factor for cardiovascular consequences. It has a strong genetic background and is associated with hypoadiponectinaemia.
Introduction
Obstructive sleep apnoea (OSA) is an increasingly common disorder involving repeated upper airway collapse during sleep. It leads to many pathological events, including recurrent reductions in oxygen saturation, hypercapnia, and sleep fragmentation. [1, 2] OSA is also emerging as a major health problem with a high disease burden associated with its own healthcare costs and its contribution as an independent risk factor for cardiovascular, metabolic, and psychiatric disorders such as hypertension, stroke, diabetes, and depression. [1, 3, 4] However, the pathogenesis of OSA is unclear.
OSA is affected by multiple factors, including environmental risk factors and genetic factors. [5] Some genetic and epidemiological studies demonstrated that the risk of OSA is associated with multiple genes. [6] Genetic variants contribute to an increase in OSA susceptibility through four possible pathogenic pathways: upper airway anatomy and craniofacial form, ventilation control and upper airway collapsibility, body fat distribution, and sleep-wake controlling. [7] Adiponectin is a protein produced predominantly by adipocytes that has pleiotropic physiological effects following binding to adiponectin receptors. [8] Yoshikawa et al [9] demonstrated that plasma adiponectin levels were negatively correlated with the apnoea-hypopnea index (AHI). Additionally, a clinical study by Al Mutairi et al [10] demonstrated that plasma adiponectin is an independent marker of disease severity in patients with OSA. Human adiponectin is encoded by ADIPOQ, which is located at chromosomal locus 3q27. [8] One or more ADIPOQ single nucleotide polymorphisms (SNPs) affect the synthesis and secretion of adiponectin, indicating that ADIPOQ variation may be a determinant of serum adiponectin levels. [11] Cao et al [12] observed a marked increase in the duration of the longest apnoea event in patients with the rs1501299 GG genotype than in those with GT/TT genotypes; another study found that the allele or genotype distributions of ADIPOQ rs12495941, rs182052, and rs16861205 were related to the severity of OSA. [13] However, both of the two researchers found no ADIPOQ SNP association with the occurrence of OSA in Chinese Han. As these two studies only detected part of the ADIPOQ locus. It cannot exclude if other SNPs of ADIPOQ associated with the risk of OSA. Therefore, in the present study, we aimed to identify new genetic variants throughout the entire ADIPOQ gene using targeted sequencing analysis in unrelated Chinese Han individuals, and to investigate whether these SNPs associated with OSA.
Methods

Subjects
This cross-sectional study was conducted from April 2017 to October 2017 at the Otolaryngological Department of Beijing Anzhen Hospital. The study flow chart is shown in Supplemental Figure S1 , http://links.lww.com/MD/C924. Consecutive patients were enrolled and screened for OSA with the use of the Berlin questionnaire, which consists of three categories of questions related to the risk of sleep apnoea: snoring and cessation of breathing, daytime sleepiness, and obesity or hypertension and also conduct an overnight sleep study, which was conducted using a level II portable diagnostic device (SOMNO screen; SOMNO medics GmbH, Randersacker, Germany) approved by the US Food and Drug Administration. According to the diagnostic standard, patients were considered to be control if their Berlin questionnaire scores were less than two and the apnea hypopnea index apnoea-hypopnea index (AHI < 5). Patients are considered to be at high risk if their scores are positive in two or more categories. Eligible patients had scores of 2 or 3 on the Berlin questionnaire [14] and AHI ≥ 5 were considered to be OSA. Subject exclusion criteria were showed in the supplemental Figure S1 , http://links.lww.com/MD/C924. All the exclusion criteria were based on the previous study.
[ [15] [16] [17] [18] [19] [20] After the exclusion of these participants, 340 unrelated Chinese Han adults aged ≥ 18 years were recruited. OSA (n = 247) and non-OSA (n = 93). All participants gave written informed consent before enrollment. The protocol was approved by the Medicine Ethics Committee of Beijing Anzhen Hospital (2017005) and adhered to the Declaration of Helsinki. This study was registered in the Chinese Clinical Trial Registry (No. ChiCTR-ROC-17011027).
OSA was defined as an AHI of ≥ 5 events per hour according to American Academy of Sleep Medicine guidelines. [21] The quantitative phenotypic outcomes were the AHI (defined by events associated with ≥3% desaturation); the lowest oxygen saturation (LSaO 2 ) across the sleep period, excluding intermittent waking episodes; the oxygen desaturation index, defined as the number of times per hour of sleep that the blood's oxygen level dropped by a certain degree from baseline; and the mean apnoeahypopnea duration. [22] Anthropometric determinations and blood extractions were performed on a single day as described previously [23] (Details are described in the supplemental Appendix S1, http://links.lww.com/MD/C924).
Blood sample preparation
All blood samples were collected after the participants had fasted overnight. Blood samples were centrifuged at 3000 rpm, 2943 Â g at 4°C for 10 min. Serum and whole blood samples were then stored at À80°C prior to analysis. Serum triglyceride (TG), total cholesterol (TC), low-density lipoprotein cholesterol (LDL-C), high-density lipoprotein cholesterol (HDL-C), and other routine serum biochemical parameters were measured in a biochemical analyzer (Hitachi-7600, Tokyo, Japan) using blinded quality control specimens in the Department of the Biochemical Laboratory at Beijing An Zhen Hospital.
DNA template preparation and amplification
Genomic DNA was extracted from 200 ml whole blood using the QIAamp DNA Mini Kit (Qiagen, Hilden, Germany). A multiplex PCR amplification strategy was designed online (Ion Ampliseq Designer; http://www.ampliseq.com) to amplify the target region (for primer sequences, see Supplemental Table S1 , http://links. lww.com/MD/C924). Primers were designed to provide the maximum coverage, and the ordered amplicon covered approximately 98.18% of the target sequence (Supplemental Table S2 , http://links.lww.com/MD/C924). (Details are described in the supplemental Appendix S2, http://links.lww.com/MD/C924). The details of primer design referred to https://www.ampliseq. com/help/pipelineDetails.action.
Targeted sequencing
The ADIPOQ sequence was screened using Ion Torrent semiconductor sequencing (Life Technologies, Carlsbad, CA, USA). Enriched Ion Sphere Particles carrying multiple copies of the same DNA fragment were sequenced on an Ion 318 Chip to sequence pooled libraries 64 samples at a time. Sequencing was Yang et al. Medicine (2019) 
Results
Baseline clinical characteristics of the study population
Our study included 247 patients with OSA and 93 non-OSA subjects. Clinical characteristics are shown in Table 1 . There were no significant differences in age (P = .138), TC (P = .607), LDL-C (P = .806), or systolic blood pressure (SBP; P = .237) between the two groups. Patients with OSA had a significantly higher BMI compared with the non-OSA group (P < .001), as well as higher diastolic blood pressure (DBP; P = .038), TG (P < .002), AHI (P < .001), lowest saturation oxygen (LSaO 2 ) (P < .001), and average saturation oxygen (ASaO2) (p = .005) compared with the non-OSA group. OSA patients also had significantly lower fasting blood glucose (FPG) levels than non-OSA subjects (P = .037). There were more males, obese individuals, smokers, and individuals with hypertension and dyslipidaemia in the OSA group compared with the non-OSA group.
ADPIOQ sequencing and SNP detection
We 
ADIPOQ variant association with OSA
The allele frequency distribution is shown in Supplemental Table S3 , http://links.lww.com/MD/C924. All SNPs were in accordance with the HWE. Of the 13 SNPs, genotype frequencies at rs4686803, rs2082940, and rs3774262 differed significantly (P < .05, Table 2 ) between OSA and non-OSA groups. No significant differences were observed between the two groups with respect to the other 10 SNPs. As shown in Table 3 , after adjusting for age, gender, BMI, drinking, TG, TC, LDL, HDL-C, SBP, DBP, and FBG ADIPOQ rs4686803 CT/TT genotypes was still an independent detrimental factor for OSA individuals (dominant model: adjusted odds ratio (OR) = 2.295, 95% CI = 1.223-4.306, P = .010; additive model: adjusted OR = 1.936, 95% CI = 1.131-3.313, P = .016) compared with the CC genotype. ADIPOQ rs3774262 GA/AA genotypes was also an independent detrimental factor for OSA compared with the GG genotype after adjusting for the same confounding factors (dominant model: adjusted odds ratio (OR) = 2.295, 95% CI = Results are expressed as mean ± standard deviation, median (interquartile range), or n (%). Differences between groups were analyzed by independent Student's t-test, Fisher's exact test, x 2 text, or Wilcoxon test. AHI = apnea-hypopnea index, Average SaO2 = average saturation oxygen, BMI = body mass index, DBP = diastolic blood pressure, FPG = fasting plasma glucose, HDL-C = high-density lipoprotein cholesterol, LDL-C = low-density lipoprotein cholesterol, lowest SaO 2 = lowest saturation oxygen, OSA = obstructive sleep apnea, SBP = systolic blood pressure, TC = total cholesterol, TG = triglycerides. * P < .05. * * P < .001.
Yang et al. Medicine (2019) 98:16 www.md-journal.com differences were observed with respect to other SNPs after adjustment.
ADIPOQ genotype significantly increased the AHI and LSaO 2
As shown in As obesity is common in OSA patients and is also a risk factor for OSA, so we conduct subgroup analysis to further explore genotype frequency differences in OSA patients with and without overweight. As shown in Table 5 . Our results demonstrated that in overweight patients, the genotype distributions of rs3774262 (P = .011). rs4686803 (P = .011), rs1063537 (P = .016), and rs2082940 (P = .017) were significantly difference in OSA group and Non-OSA group. As shown in Table 6 , after adjusting for age, gender, BMI, drinking, TG, TC, LDL, HDL-C, SBP, DBP, 
Discussion
In this study, the relationship between ADIPOQ and OSA was investigated, and ADPIOQ rs4686803 CT/TT, rs3774262 GA/ AA, and rs1063537 CT/TT genotypes were associated with more prevalence of OSA than that of rs4686803CC, rs3774262GG, and rs1063537CC carriers, respectively. The rs2082940 CC genotype was associated with less prevalence of OSA than that of rs2082940 CT and TT genotype. Individuals with rs4686803 CT/TT, rs3774262 GA/AA, and rs1063537 CT/TT genotypes also had a significantly increased AHI compared with those with rs4686803 CC, rs3774262 GG, and rs1063537 CC genotypes, respectively. Individuals with rs2082940 CC genotype had a significantly decreased AHI compared with those with rs2082940 CT and TT genotype. Additionally, the stratified analysis found that the genotypes of rs4686803 CT/TT, Results are expressed as mean ± standard deviation or median (interquartile range). Differences between groups were analyzed by independent student t-test or Wilcoxon test. AHI = apnea-hypopnea index, BMI = body mass index, DBP = diastolic blood pressure, FPG = fasting plasma glucose, HDL-C = high-density lipoprotein cholesterol, LDL-C = low-density lipoprotein cholesterol, SBP = systolic blood pressure, TG = triglycerides, TC = total cholesterol. * P < .05.
Yang et al. Medicine (2019) 98:16 www.md-journal.com rs3774262 GA/AA, and rs1063537 CT/TT were associated with more prevalence of OSA in overweight participants than that of rs4686803CC, rs3774262GG, and rs1063537CC carriers, respectively. The rs2082940 CC genotype was associated with less prevalence of OSA in overweight patients than that of rs2082940 CT and TT genotype. OSA is associated with hypoadiponectinaemia, so it is relevant to determine whether SNPs of the adiponectin gene correlate with the occurrence of OSA. Previous studies reported that ADIPOQ SNPs were not directly associated with an increased risk of OSA in the Chinese Han population. [12, 13] However, they just research limited SNPs of ADIPOQ. In our study, we used targeted sequencing analysis to analyze entire ADIPOQ gene. We found some different results, for example, the matched case-control study found that the ADIPOQ variant rs6773957 was associated with OSA in overweight individuals; however, we found no Table 5 Genotypes distribution in patients and controls according to weight.
Normal weight Overweight
Non p: adjusted for Model 1 + TG, TC, LDL-C, HDL-C, FBG, SBP, DBP and Drinker. BMI = body mass index, DBP = diastolic blood pressure, FBG = fasting plasma glucose, HDL-C = high-density lipoprotein cholesterol, LDL-C = low-density lipoprotein cholesterol, OSA = obstructive sleep apnea, SBP = systolic blood pressure, TC = total cholesterol, TG = triglycerides. * P < .05.
Yang et al. Medicine (2019) 98: 16 Medicine connection between rs6773957 and OSA in the present study. Conversely, we found an association with the rs3774262 genotype and an increased OSA risk, which was found not associated with the prevalence of OSA in previously study. The reason for this discrepancy might be that the earlier study did not adjust for BMI, SBP, DBP, LDL, TC, HDL, TG, FBG, or drinking, which was all closely related to OSA and adiponectin. Second, the exclusion criteria differed between the two studies. For instance, the first study did not exclude pregnant patients, or those with cancer, sleep disorders, and those taking medication likely to affect the function of the nervous system. [24] Li et al, [25] Gu et al, [26] and Davis et al certified that SNPs rs3774262, rs2082940, and rs1063537 were associated significantly with adiponectin levels. However, no previous studies examining the association between rs3774262, rs2082940, and rs1063537 with the risk of OSAS have been published. Our research demonstrated that the genotype frequencies of rs3774262, rs2082940, and rs1063537 in ADIPOQ are significant difference in overweight patients with and without OSA. Our results also suggested that the genotype distributions of rs3774262, rs4686803, rs1063537, and rs2082940 were associated with the risk of OSAS in overweight individuals. It is well known that obesity is an independent risk factor for OSA, [27] with >50% of OSA diagnoses attributable to being overweight. Obesity might contribute to OSAS through imposed mechanical loads on the upper airway, resulting in flow limitation and OSAS. Compared with the lean control subjects, the obese populations commonly have more para-pharyngeal fat deposition, which in turn causes upper airway caliber narrowing and collapsing. Moreover, through reduced lung volume, obesity results in decreased tracheal tug and increased airway resistance. [28] In addition, it has been demonstrated that adiponectin contributors to fat distribution, [29] previous studies found adiponectin genotype rs1501299 GG has significantly neck circumference compared with rs1501299 GT+TT genotypes. [12] So, adiponectin might increase the occurrence of OSA by the increased fat distribution on neck.
OSA is associated with age and sex, and the prevalence of moderate to severe sleep disordered breathing (≥15 events per hour) was shown to be 23.4% (95% CI = 20.9-26.0) in women and 49.7% (95% CI = 46.6-52.8) in men in some advanced age groups. [30] At the clinically important ≥15 AHI level, the prevalence in the overall adult population (aged >18 years) was much higher (36%) in older groups. [31] Therefore, to avoid confounding effects, we adjusted age, sex, and BMI in our study. As shown in Table 1 , dyslipidaemia, SBP, DBP, and FBG differed significantly between OSA and control groups, and another study also found that ADIPOQ influenced the TG and LDL-C uptake. [32] Therefore, we additionally adjusted for these factors as well as drinking, which is linked to TG levels, in the present study.
Care was taken to avoid bias in this study. Genomic DNA extraction and targeted sequencing were performed according to the manufacturer's instructions (Thermo Fisher Scientific, Waltham, MA, USA) by a trained experimenter (Analyses Technology Co. Ltd.), who was unaware of patient clinical data. Moreover, adjustments were made for the confounding effects of risk factors for OSA and ADIPOQ. This study had a crosssectional design, and subjects were consecutively recruited to reduce the effects of outcome selection bias. Lu et.al have demonstrated that the serum/plasma adiponectin levels in OSA patients were significantly lower than that in controls. Subgroup analysis indicated that the heterogeneity would decrease when subgroup analysis was stratified by race. In addition, metaregression analysis also suggested that the adiponectin levels were only significantly correlated with race. [33] So, race might be a strong influence factor of adiponectin. Here, we selected Chinese Han population to avoid the influence of race.
Nevertheless, this study had a number of limitations. First, it had a small sample size, so larger samples are needed to confirm the results. Second, the participants may not be entirely representative of the general Han Chinese population. Additionally, potential false-positive results may still be possible after multiple corrections, so prospective cohort studies are needed to confirm the variants identified in our study. Finally, the exact mechanism of these variants is not fully understood and requires further functional studies.
In conclusion, we identified four ADIPOQ variants, rs4686803, rs3774262, rs1063537, and rs2082940, associated with OSA after adjusting for confounding effects. Our findings confirmed that ADIPOQ variants are involved in the etiology of OSA. In addition, gene analysis may be helpful for individualized typing of patients with OSA and could contribute to personalized diagnosis and treatment in the future. The specific mechanism of these variants requires further study.
